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Amendments to the aalms 

Claim 1 (Currently amended): A method of assaying for protease activit y inside a cell , 
comprising: 

providin ^ introducing into a cell a nucleic acid construct having a sequence encoding an amino 
terminal portion of a fluorescent reporter fused to a sequence encoding a substrate of a 
protease followed by a sequence encoding a carboxv carboxvl t erminal portion of a rt^e 
fluorescent reporter protein; 

expressing xHti|ie.recombinant fluorescent substrate in the presence of ttte-apiotease; 

detecting a change in quenching of fluorescence in the recombinant fluorescent substrate as an 
indication of protease activity. 

Claim 2 (Original): The method of claim 1 wherein the presence of a peptide bond between 
the amino and carboxyl-terminal fragment of the fluorescent substrate is essential to generate or 
maintain fluorescence. 

Claim 3 (Original): The method of claim 1 wherein fluorescence is quenched by cleavage in 
the protease substrate sequence. 

Claim 4 (Original): The method of claim 1 wherein the intrinsically fluorescent protein is 
GFP- 

Claim 5 (Currently amended): The method of claim 1 wherein the protease is introduced 
into a cell b v expression from a nucleic acid construct. 

Claim 6 (Currently amended): A method for identifying a protease that cleaves a target 
amino acid sequenc e inside cells , comprising: 

i» roviding introducing into a cell a nucleic acid constmct having a sequence encoding an amino 
terminal portion of a fluorescent reporter fused to a pluralitv of sequenc es each encoding 
a desired substrate target followed by a sequence encoding a carboxv carbox vl te rminal 
portion of ft-the fluorescent reporter protein; 
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expressing ef-the recombinant fluorescent substrate in the presence of arthe plurality of proteases; 
detecting at least one of the plurality of proteases that recognize the target sequence by quenching 
of the fluorescence of the reporter. 

Claim 7 (Original): The method of claim 6 wherein the fluorescent reporter protein is GEP. 

Claims 8- 13 (Cancelled) 

Claim 14 (New): A method of assaying for protease activity inside a cell, comprising: 

introducing into a cell a nucleic acid construct having a sequence encoding an amino tenninal 
portion of a green fluorescent reporter protein fused to protease followed by a sequence 
encoding a carboxyl tenninal portion of the green fluorescent reporter protein; 

expressing the recombinant fluorescent substrate in the presence of a protease; 

detecting a change in quenching of fluorescence in said substrate as an indication of protease 
activity. 

Claim 15 (New): The method of claim 14 wherein the presence of a peptide bond between 
the amino and carboxyl-tenninal fragment of the serine substrate is essential to generate or 
maintain fluorescence. 

Claim 16 (New): The method of claim 14 wherein fluorescence is quenched by cleavage in a 
serine protease substrate sequence. 

Claim 17 (New): The method of claim 14 wherein the protease sequence is a serine protease 
or a mutant thereof. 

Claim 18 (New): The method of claim 17 wherein the serine protease is NS3/4A. 

Claim 19 (New): The method of claim 17 wherein a mutant serine protease has a serine 
converted to a glycine. 

4 



PAa5l16*RWDAT 12I23/20W 9:52:56 Jffl pastern Sto^^ 



12/23/03 TUE 08:51 FAX 515288133a 



MCKEE VOORHEES & SEASE 



121006 



Claim 20 (New): A method of assaying for protease activity inside a cell, comprising: 
introducing into a cell a nucleic acid construct tiaving a sequence encoding an amino terminal 
portion of a green fluorescent reporter protein fused to a serine protease sequence that 
encodes a serine protease followed by a sequence encoding a carboxyl terminal portion of 
the green fluorescent reporter protein; 
expressing the serine substrate in the presence of a protease; 

detecting a change in quenching of fluorescence in said substrate as an indication of protease 
activity. 

Claim 21 (New): The method of claim 20 wherein the presence of a peptide bond between 
the amino and carboxyl-terminal fragment of the serine substrate is essential to generate or 
maintain fluorescence. 

Claim 22 (New): The method of claim 20 wherein fluorescence is quenched by cleavage in a 
serine protease substrate sequence or a mutant thereof. 

Claim 23 (New): The method of claim 22 wherein the serine protease sequence is NS3/4A. 

Claim 24 (New): The method of claim 22 wherein the mutant has a serine converted to a 
glycine. 

Claim 25 (New): A method of assaying for protease activity inside a cell, comprising: 

introducing into a cell a nucleic acid construct having a sequence encoding an amino terminal 
portion of a green fluorescent reporter protein fused to a serine protease sequence that 
encodes a serine protease followed by a sequence encoding a carboxy] terminal portion of 
the green fluorescent reporter protein ; 

expressing the serine substrate in the presence of a protease; 

purifying the serine protease substrate; 

detecting a change in quenching of fluorescence in said substrate as an indication of protease 
activity. 
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Claim 26 (New): The method of claim 25 wherein the piesencc of a peptide bond between 
the amino and carboxyl-terminal fragment of the serine substrate is essential to generate or 
maintain fluorescence. 

Claim 27 (New): The method of claim 25 wherein fluorescence is quenched by cleavage in 
serine protease substrate sequence or a mutant thereof. 

Claim 28 (New): The mediod of claim 27 wherein the serine protease sequence is NS3/4A. 

Claim 29 (New): The method of claim 27 wherein the mutant has a serine converted to a 
glycine. 
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